PARP-1 promotes tumor recurrence after warm ischemic liver graft transplantation via neutrophil recruitment and polarization

SUPPLEMENTARY MATERIALS Supplementary Figure 1: (A)
Up-regulation of PARP-1 expression induced by hepatic warm IR injury was detected by western blot.
(B, C) The levels of ALT and AST were elevated and reached peak levels at 6h reperfusion (n=3-5 per group). (D, E) Syngeneic mouse HCC cell Hepa1-6-GPF implantation rates in single-cell suspension from ischemic liver lobes were detected by flow cytometry after 12h reperfusion (n=6-8 per group). (F) CBRH-7919-GFP was free cell in the liver instead of being phagocyted by macrophages cells (Ischemic time=30min, reperfusion time=12h, n=5, bar=100μm 
Supplementary Figure 2:
Pretreatment with PJ34 for CBRH-7919-GFP had no effect on in vitro transwell invasion (A) or in vivo hepatic invading rates (B). Expression of MMP9 (C) and VEGFA (D) in liver after IR injury in VEH-or PJ34-treated groups was determined by western blot. mean ± SEM are shown. *p<0.05 compared to the No IR group. # p<0.05 compared to the I 30min+VEH group. n.s., not significant; Data were analyzed by either Student's t-test or by ANOVA as appropriate followed by Bonferroni post-tests.
Supplementary Figure 3: (A) Map of antibodies against chemokines on the RayBiotech Mouse Chemokine Antibody Array (AAM-CHE-1). (B)
Tissue lysates from ischemic liver lobes were applied to the array. Cytokine of significant difference was labeled with red frames. The levels of CXCL1 in liver tissues (C) and serum (D) were detected. mean ± SEM are shown. *p<0.05, **p<0.01, ***p<0.001 compared to the No IR group. # p<0.05 compared to the I 30min+VEH group; Data were analyzed by ANOVA as appropriate followed by Bonferroni post-tests.
Supplementary Figure 4: (A)
Hepatic recurrence burden with Hepa1-6-GFP after anti-Ly6G antibody injection was analyzed by flow cytometry in I 30min groups with or without PARP-1 inhibition (n=6-8 per group). (B) In the wound-healing assay, CBRH-7919 cells were kept in FBS-free medium and co-cultured with freshly isolated neutrophils after being starved for 24h. Imaged were taken at 24 after wounding. (C) Alterations of EMT-associated protein expression in CBRH-7919 co-cultured with neutrophils were determined by western blot. mean ± SEM are shown. ***p<0.001; Student's t-test.
